Supplemental Figure 3 . Global knockout of Celf6 does not perturb USV features in adult malefemale dyads. 24 Celf6 WT and 23 KO adult males (7-11 weeks) were tested on two testdays with a different, stranger female each day as described in Methods. Data are shown by genotype and test day as bee plots for individual animals and boxplots showing the median (circle) and 25% (Q3) -75% (Q1) quartiles, with whiskers extending to most extreme datapoints not exceeding 1.5 x the interquartile range, for: (A) Call rate, (B) Call Duration, (C) Pitch Jumps, (D) Peak Power, (E) Median Pitch, (F) Variability in Pitch, (G) Variability in Duration, (H) Variability in Peak Power. Linear mixed models and likelihood ratio tests were used to detect main effects of genotype, postnatal day, or two-way interaction of genotype and postnatal day. No significant effects of genotype nor interactions between genotype and test day were detected. Collapsing across genotype, a significant effect of test day was detected in the case of (B) Call Duration (msec, p = 0.004), in which there was an increase in call duration by 2.1 msec (95% c.i. [0.76, 3 .54]) on test day 2. A non-significant trend towards in a increase in (C) Pitch Jumps (fraction of all calls, p = 0.07) was also observed between test days. USV features do not distinguish between vocalizations made by either animal in the dyadic assay and represent an aggregate of both animals, which may effect the precision of some measurements (especially if animals vocalize at the same time).
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